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(57) Abstract: A method of synthesizing nuelcie aeids 
wherein, after the completion of the synthesis of a 
compJementary ehain, the 3*-end of a base sequence is 
hybridized with a specific domain originating in a target base 
sequence present on the base sequenee of itself to thereby 
provide the initiation point of the subsequent synthesis of 
a complcmentaiy chain. Since hybridization is repeatedly 
carried out in a specific domain from which a variation or a 
polymorphism is to be detected in this method, the variation 
or polymorphism in the target base sequenee can be exactly 
reflected in the reaction product 
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939) , 

# -5 ffilim^^S^Mi^E-r 2. C i: 3j>J-e ^ 5 DNA JJ< 'J / ^ V ^ -r V > S i: h ^ 

20 v^ttcn?,© DNA ^^m(D^i7^-{zmK \,fz.^(o^if.mm 2 u 

TfeSiMO^Ot'^^^Clii^fe-C'^So Sfex mf^tc^^^^-rS^KHKin situ) 
25 2(s:|gH^tc:43MT cDNA^mi:b•CfflV^Sm'^> cDNA ^^^t Sx@i:> 
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n.^jktt^mmm^^iis f AtiiTrL-jit^^mi^(D:^mz\^ip-oxmnt 
25 m.&miz^\^^xmmthxumt^mmco. ^McDmmizMhx-r^-jit^i) 

(DX^^ZtifiX^^o -ffi^g^r^^V-H:, Z<Dmi^^^tct\^f)s BM<Dn 
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(TiD)©Bi3i^J^O^t?^TT-fT^o «iffi^Ji:bTH:> Tris-HCl ^Oftitt*>f)^r 
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rimethylglycine)-^7^ V^TJl^Jl^Ty'^r.O ^<D isostabilizefl^ffl 
iz^^xmmm^^<0}p\±.iZ'h^^'^^^o ^^-<>H:. Sjev^£4' 0.2-3.0 
if SU<y: 0.5-1.5 M^^®?SJatrJ;D. *^0^O^^*|iHS;i&®{£iif^ffl* 

3 ><D^i^ttfi--^ti>^ o TiD mm.m<ommm.^wmt s c d^s t lvn,, 
20 s^m-r^cii:3t)ST«^^o 

25 ^^$nn«. r^-f x'-07'--;Hii^^t^^<b^n^::i:{C55:^o JWTtc 
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^>-r a: o DNA ^ U ^ ^-Hf (is 2 Mmm^nt ^-y^-i ^-cDT--;i/dJ 

fie^M^-r-sc^di-e^s DNA4<';^^-Hf-^fe^o clcdsodnajK';^^- 

10 Bst DNATffiJ^^— I? 
Bca(exo-)DNA4<U^^— 
DNA 4^U^^-Hf • 7^^p<> h 

Vent DNA:J<'Jpi^— 1? 

Vent(Exo-)DNA;t?'J^^-Hf (Vent Mk^^^) ^3-^is*h:t,ifV^ ^ VT-^ 
15 fS^^$l^v^fe^)<;D) 

DeepVent DNAj}^ >;^^— 1? 

DeepVent(Bxo-)DNA U ^-Hf (DeepVent DNA ^ U ^— if**^^!^' V :>? 

$29 7 r-i^ DNA i; ^ ^— K 
20 HS-2 7 T -i^ DNA ^ U p< 5 — 
Z-Taq DNAjJ^'j^^-- If 
KOD DNA4?';^^— I? 

c:ne>CD#^®fti-e^) Bst DNA^Up<^— lf-^Bca(exo-)DNAjJ^Up«-7-'tf{i, 
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it ^ ^« vent(Exo-)DNA V ^ ^— tfti. mm^m^tmzm^tjim^^^ 

5 SJi&ti. l*^if^-&^$'>/^^!l(single strand binding protein)(D^3!lP{c<to 
r^Sil^n'Sil^^^^?)nTl^-^>(Paul M.lizardl et al. Nature Genetics 19, 
225-232, July.l998)o C©{tfflS*^RBt'Ji&ffl bs 1 ^tiHg-^^J' Wl^SS 

mnt^^tcx ^x^mm^mcoi^m^m^mnt^ ^itt^r-^^o vent(Ex 

o-)DNA5t?'J^^— ytd^UTtis i^mf^^^>.f^^Mt\yXU gene 32ifim 

55:43 3' -5' V7 i/r—tfrsti *^#/i3&:^^ DNA ^ 'j ^ ^--^nzit, mmm 

T*Ai:;&§o bfe;(jJoT^ dATPd^^oT l^^f^TAPbT^F^SiiJfe^j^l^J:^ 

mm^^mz3'Mm^tzt^^lhLXL^-oXit, ^n^mihlyXhlmt end 

20 BmoVent DNA 4< >j ^ 7— tftiClCtStSSI^OC: i: Vent(£xo-)DNA 
^^--tf^ig^bT^ilffl-recLiit^iJ:!?. ci6DFpgM&Illjir^c:i:;t^-e^^o 
c:n6CDDNA7j<V^^-Hft3^bTs PCR*i^■r~jfe{3ffiV^6tl•rv^?»Taq7i^ 

?,n*l^o Vtf^Vs Cicom® DNA^'j^5— fe*-T?feo-r*)> ^ggi*iRrtes5;^ 
25 l4^^£^;t^ci^;i>J-e^^^^i::(is ^^m^zm^T ^utt^X^ 



wo 01/34838 



PCT/JPOO/07816 



-44- 

iz^^t^mmt. RAi.zMtzBM(Dmm {■o^*)RA<D5'^mzmmtii 

10 -yy^^-^-^jv-rr^-f^-Rtt^mt^o ^i^-rr^^rv-ii, lamp 

^<D^^m<DfpiZ. RA^FAifT=--)\^t^Zttl^X^tji\,\)l,--r^^tS'k<r> 

v>T> *all8^lA^^t^t^m0utv^s (2000^9^ igsaii. it^si 2000-28386 

^^X)^/ttzW\^-yy^^'7-R^RAs FA, ^LX'J^miCflC^l^XT^^- 

yp-c^-tt^Kmixs-m^mp^t^o )v-yyv -^-(D^i^^'^iy^iomt 

>i—y^^^-0'i>tj:< i-Dt^^j^^yi/y^-c^-x^^. 
"y^-^-iznt^TOi^-y^-t^-^, ^^m^mmKoy^-c^—^^y 
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rp - ir ^ ffl V > 5 c di-e $ So 

/Tl^^cDgenotypingfflCD^y hil'TSCl^d^'e&So genotype d*«!gfe®^MM 

J^^®|lJS^i^ ^^<D)i¥|lf-^> genotype fciS-:? < phenotype(^^3(!l^r^3V^Ta 
mftB-f r^>f v-RA45j;?JfFA^|iJfflU i^gj!feMt4SJ#ofe DNA 

Att 2 S^et|jgsgB3?ijic ijtt F A T'-'-^V-r-^ ^^^^ ^ 

fJir^Xl^tzm-^iZit, R 1 {Z^UT y^MX&^R 1 c;{)JT^-;l/^iftO?i-r 

S S o 
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3^^*^Rrlg*JKfi^:*o-rv^5 (^l-(2)) o 
10 t?>T^^-r'P^-^-F3tiiT=.-)Vt^ (02-(4)) o T^^-y^^^ 

iilUTF l/F 1 c(DTBlc:£;fc$n€.o F 1/F 1 c© Tb H^^nsle 
T-SSo /i)eUF 1/F 1 c©TiBAi|^^PSJgSM^-Cig<g9:^$tlfc^^km. 

6O'C<OR^^0k^1ZMhX. F 1/F 1 c(Dlmffi4 5Vt\i^o^^X. ^^fl*J 

ll^^fdt»3^-c#3&v^o b*»b^:^B9^3^;v^■r^±^ F 1/F 1 c(Z)r^-;i/^fBi 
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r*$>ni£^^'iy^)i^-(Xt^^tifiX'^^^-j1>zF 1/F l cF^OTn^aS^-r 

5 r'^i'-r^^'^-F 3 (R3) :60'C 
jl-rr^-C^-Fh : 5 6'C 
^Iz-rr^-Yv-RL : 5 8'C 

-f >:h-7°7-< V-F AO 3'{iyF 2 (SfettR AO 3'MR 2 ) : 5 5'C 
-f>:^-7•^'^ V-FAO 5'^JF 1 c (SfettR A® S'ffiiJR 1 c ) : 4 5°C 

±dJSO"??s Flc (R 1 c) OTlnA^^£<lS;^^nTV^T^)^B$^ti^Jt^&^i 

15 FA>£jei^iibT#;Sbfe^fi)64fi£^*^M^^nTl*igil55:5 (EI2-(5)) o 
Z.(Dli^m.^mmh\^X. RA, i5<tlJfRAlc;^-rSr^7^-7'^-j'-x'-R3d» 

^\zT:^~-}]yhm^m^WL^fm-r^ (^3-(6)) o ^oj^^iiur^^t- s 

RAd^^o#:g^£(Jci^{i. ^cD3**jiSyF 1 ^ bT Tx-^bf ild^' 
T-t^aji^feDS^S (EI3-(8)) o 

20 ^*5lgl3-(6)lC:§3lM:tt5'5lciSAJg#lir--;Ubri>?>o b35Pb5'*i^li 

TrL-;i/-rS^i:**t*$SiKjg (^3-(8)) *J||3ib-t^;j«)Ts JiliSii&d*:^ 

25 Q X, *5 o 
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So g#(3r--;ubfe3'7t5iSgF 1 (!2l3-(8)) it. mmm^^(D^^}^tti^i> 

' i<oj^^^(Dr=.-j\^izji':>xfr^^^titz)\^-rmmmmi^it. ^y-r 

10 -7-^'i'v-FA5(^r--;i/-rsc:i:;(jS"C#SF 2 c;ij*#ffiur:fe!3. cicicF 
hi^r--)\^\uXimm^^^^>'i^mt.^ (S3-(8)) o ;u-rgp^(3T-- 

20 ^^^^^mmtvxw^^mmt^i^^miommi.zMLx. ^<djv- 

25 <fcotgm^n;fe3'7feig&SB^^i:bTMm^fiJc55>*^fet-S (^4 -(9)) o "T-Sil. 
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^m^i?7ini£. m3-mxm^x^^^m'^tm\:'X$>^<> bfc*soTigi4- 
xnmt^ztt^x^^o 

^0izm\ *ig®a«^&6rs m-m±.i,z^^(D)i-rw^mm\ifi%rz^^ti%o 

10 znio(Djv-rnmMm±s mw^^^^)it:-^izx*)m^nmm^mti:^mttji^ 

t^o ^(Dfi^m. !^&(Dmmij^mi^ti^i^mmx^':^rzm'^iz^^t^mm 
m^^m^m^cDmttmLx. mmifi$>-orz^'^<D^m^(Dm{txmicwpt^o 
20 vrzi^-ox:^mmz^^^m^xxj^/iitzit^m(Dmi^:^mt. ^0mm±. tz 

iik±(D^o^z^^m^:^(Dy"7-c^-(Dmmizx<D. wMt^tuz^o^tzti^m 
mcD^^tfim^^o mi>z:$.mmz^^^x\±. zcDrnziz^mLtzmm^^mM: 
^nizimt?>Wiz^rzti:mm(^^m^trz^ro -^i®SJi&(±^ ane^jtc: 
25 it^xizmmu ^t)ibxmmmjimm<Di%m^m^t^z.tt^X'^^o bi^'h 
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^co^&^®ii^STli1il$^S^, Invader ^^c^)J:^^^5r^^®^^^:^;^^i 

mint^ztitmmxi^^o :^^m\zxni£s m^(om^i^. i^m\^tz^min 
15 bte^'bn^co^mmi^i^^^^tBizm^s i^^tj^mmm'^fi^mB ^^^^ 

-^feSa^feiDH^T Ir]-^^® y y A DNA ^fmt -5 c i: tc J; 0 s d i: 
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10 "^tbxi^^^o z.<Dmm<DmMmtM»mtiyxm^ii.^-^tix\.^^(Diy^mMftm 

15 

So 
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mmtRii^mm mm) ^mto -■- : ^s^-y^^ h^t. -o 

- :ml. :WT 

u 

mdU t&Hii^^^^tzl^m^m-ro DNA^t :^MDNA^S^U^ HUT DNA: ^M^C5 

cmcnMB^t^mm. wt dna : s^s^cDCYP2ci9iifE^^*j^M 

mm^t&nti'mm {^) $^^-ro — ♦— idna^u^ — a— : cyp2C9 jt-g^ . 

— X— :CYP2C18jiifed=^. -•- : CYP2C19 S54M(WTK -O- : CYP2C19 
^(MUT). 

25 mi 4{i. ||Ji«^J5{c:feV^T SNPs CD^al&^To;fe^ifl^3mgS^?Ui:. m^MM, 
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-sa- 
in 1 5 (is )v-rr^-('T-^^^mLtz^^mftzx^^m^m:^m(D^^^^7j< 

5 ^^M(MUT). —A— : DNA ^ b 

10 U — A— : CYP2C9 iHc^ ^ — x— : CYP2C18 itlS^. :CYP2C19©4M 
(WT)^ -O- :CYP2C19iSM^(MUT). 

/WT). t^^No.ll im^W^mm^y'ummi). ^ UTt^<*:No.8 {i^^^ 

20 ||J(613^J 1 . t h CYP2C193ll5^^(c43{:?-§^M<^1^m ( 1 ) 

t h CYP2C19 (DMU^^ PGR ct oiitiu sm^^^mmtmmmm sm 

®ljg^tS-:5t>T WTiJcttifml i:^J^b;t PCE0tl<&> pBluescript IlcDEcoR 
Vtc^^D--y^7b, i^SaB^J^£?^^bT SNPsSlS^3-®^SiB3?iJSjt^bfco 

25 ^m(D^mmi^. m^m^ : 5^cr^b;to mix-ii^ mm^ : 5® 1 1 1# 
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m>-t> *^B^(ca-dVxT t h CYP2C19 CD WT i: ml ^Wimt ^tzlStXDr^ -( 
RA(RUR2)/IB^iJ#^ : 1 

5' -GGGAACCCATAACAAATTACTTAAAAACCTGTGTTCTTTTACTTTCTCCAAAATATC-3' 
TO^-r'p^-^-RS/mmm^ : 2 
5' -AGGGTTGTTGATGTCCATC-3' 
10 FA(F14-F2)/@B^J#^: 3 

5' -CGGGAAATAATCAATGATAGTGGGAAAATATGCTTTTAATTTAATAAATTATTGTTTTCTCTTAG-3 

5' -CCAGAGCTTGGCATATTGTATC-3' 

script IKEcoRI XMmmz Ltz'hCD) iO''^ nol/ tube (i^6 0 0 0 0^^) § 
^^a:U 6 0"C-e2B§P^SJiS^-B-/io i^M{i:2;^m®^^SjiS^-B-feo l^^^Wi 

■ (25/zL i+i) 

20 20 mM Tris-HCl pH 8.8 

10 iH KCl 

10 m Wz'&Q^ 

4 nM MgS04 

1 K Betaine 
25 QA% Triton X-100 

0.4 iH dNTP 



wo 01/34838 



PCT/JPOO/07816 



-5 5- 

8 U Bst DNA Tj^'J^^—t? (NEW ENGLAND BioLabs) 
T'^'f V— : 

1600 nM FA 

1600 nM R A 
5 200 nH F 3 

200 nM R 3 

±fBSJ5&?K© 5//L 5ul ® loading buffer $^JPU Z%TiSu-7.^)V 

(0,5% im^m-ox. o.5B#^s 100 vTmm^^ifeufeo mm'^(D^)\'^:^ 

%Mm2. t h CYP2C19ii{5^{;:iJt^5^M®|^ai (2) 

15 m^m^mi3[t\^X. WT^ ^^J;l5Inl^^$a^^3i^epBluesc^ipt iKEcoRI T'ii 
^t^tCUfc^cD)10-^'mol/ tube (/^6 0 0^^) <fe^l^-5.f{fett|liii««J 1 i:|B)^ 

u 6 4-cT*s;iK^-^fco sii&?«[tt'tti^i^ii)So.25//g/iDi c 

tj^^X.^^mv^mwL. SJ^:^{iABI Prisn 7700 (>'^-^>x;wt^±) 

25 m^mM.xm^i^mi^'^mx^ s <i iid^/r^^n^o 



wo 01/34838 



PCT/JPOO/07816 



-5 6- 

^iJs ClO^Ste^iJT-fflv^fe ABI Prism 7700tts i: PGR fe©^:^^ U > 
(Dldti^Um'^^ ^^lUn^X^^-Ts ^Wi (6 4'C) -^-O^Sra^-^a^b 

10 m^mt\^tzi^^<D^Mniz'o\,^xy^-('^-^m^\^. ^mMiz^^^^o 

if^Ml^aifflT'^^v— fey h 

FA(Fl+F2)/ie^J#^ : 6 
20 : 5'-CCGGGAAATAATCAATGTAATTTAATAAATTATTGTTTTCTCTTAG-3* 

RA(ai+R2) /%m^^ : 7 
: 5 '-CGGGAACCCATAACTGTTCTTTTACTTTCTCC-3 ' 

|g^^*^imffl>^7-l'v— fey h 

FA(F1+F2) /ie5?>J#^ : 8 
25 : 5'-CAG6AACCCATAACAAATTACTTAGTGTTCTTTTACTTTCTC-3' 

RA(R1+R2) /%mm^ : 9 
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: 5 '-CAGGAACCCATAACAAATGTGTTCTTTTACTTTCTCC-3' 

±H3J^»ia?lJd^ e>)5: S r ^ -T-^^ WT $> S nl ^m^f'jI^A^'fS pBlue 
5 script II(EcoRlT?jeiS3KtCbfe*CO)6 0 0 0^^/ tube ?£^Si:U 9 5'C 

T- s^mmm^. ^^(Dm^miizmm bsjf&^git^ 2 5 /^l i: tr 6 o 'c-c 3 b# 

2O11M Tris-HCl pH 8.8 
10 IObH (NH4)2S04 
lOiH KCl 
S.SnN HgSO^ 

IM Betaine 

O.n Triton X-100 
15 0.4iiiM dNTPs 

8U Bst DNA :I^U^^— If 

1600nM FA 

leOOnM RA 

200nM F3 
20 200nM E3 

&fl^^m^lZ\^mf^m^0.25us/ml IZtjihX'^iC Ethr ^mMb. SJi&iiABI P 
rism 7700 {>'^-=^>:ii;W-tt) $fflV^T SB^Siigjibfeo 
J^IIJiiai llZmbtzo Hii&^®±IBS*&f*©5/zL&IIM^Jl i:|qli; 
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7h-t;:^U :^^mzX^^lti:^m(DmM(DM^tfiUmntzo 6 0 0 0^^ 

cDDNAtt. //L{3^^n5^^J^Q^{cfi*ts^yA^^l5(^-ffi^■r 
5 mmQoootii-^i'^^^dsim(Dmz^^ti>o Mt^-^^nsDNAcD^^gp^ 

(Dlk^M^t^o ti3:t)-^. G 0 0 0^^(Dmkm^-^^^^i^tit. 1 >uL 

-:^x. mmom^mntiii^m^titci&^Mnxtiitf^^tzm^Kit. m^mm 

tmm ^mmmii? ibis: mm^ 10 o^mxm\^^tznm^n-otz. mm^m 

itit-<^mmtLxi,tmmm3 tm\:>}i h p^^ocmci^^^^^m^tzo -15. 

XfM V p450CYP2C18?tfe^SfflV>to c:n?)(D?i^^ tOl>T*)ll5I^J 1 tn 
20 pBluescript II u-=.>^LMMin^mM\^tL±,xm.mzm\'^fzo 
t h P450CYP2C19 ^6 0 0 O^^Ki^TiX. 6 0 0 0 0 0^^(3Dt h p450CYP 
2C9jSfe^:i3J;t>'t N p450CYP2C18 itfe^^feflMi: bT^i->^{cJn;t feftfeti^ 

^^^\tm\Z\Zff-\yfzt^KiX^^o ^^S^fflr^^v— tz'j/ STli^ CYP2C 
25 19WT DNA 6 0 0 0^^xmmi:^%^fitc<D\,zn\yX. CYP2C9^ CYP2C18iife? 

•cti 6 0 0 0 0 o^^x^mm^.m^-^nt^ts^'oti. isi^tc^^Mfflr^^i' 
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-try h{^*,H>T*Js CYP2C19MUT DNA 6 0 0 Q^^X'mmi^n>^tirc(D{znLX. 
CYP2C9s CYP2C18 Jtfei^Ttte 0 0 0 0 O^^X'^mmimm^Mtf*':>tzo 

meiC'hmtJi'^liZs p450CYP2C19^ p450CYP2C9. 43j;Z>'p450CYP2C18 

\^^mmm^mmLs mmizM^^^mt^ztitr--mmtm'ox^\^^o 

-hV P450CYP2C19 ji<E?t3iJtt-5 SNPsl^^itl- 

2000-283862) 1^^^ m? m(D^^i^^^mcoi^mm^ifis :^^mi.zjii^mmii^ 
^<Dm}^^^^^ztifixt^r^^'^-x$>^o RAiz-o^^x^mmz, mm 

RA0#S^fi£tl{c:iJ(tSR 2 iconic *JV>Tia^im^fi)c®jg^^^^;15C 

20 sse^j*^f)^s;i/~rr^^ y'-=£i§:^b;feo ©^M(WT)ffl. M^mimimo 

t5RAOW#®5^*JgAf'e)2#iCD^S*Js SNPs tclffl^-T-So 

25 FA(ri+F2)/ie^J#-^ : 1 0 

: 5'- CCGGGAAATAATCTAATTTAATAAATrATTGTTTTCTCTTAG-3' 
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RA(R1+R2) /iS5^J#^ : 1 1 
: 5'-CGGGAACCCTGTTCTTTTACTTTCTCC-3' 

FA(Fi+F2) /mnmn : 1 2 

5 : 5'-CTGGGAAATAATCATAATTTAATAAATTATT6TTTTCTCTTAG-3' 
RA(R1+R2) /ie^J#-t : 1 3 

: 5'-CA6GAACCCATAT6TTCTTTTACTTTCTCC-3' 

)i^-yy^-(^-n/nmm^ : i 4 

: 5' -GATAGTGGGAAAATTATTGC-3' 
10 ;i/-rr^>f v-RL/SB^iJH^ : 1 5 
: 5'-CAAATTACTTAAAAACCTTGCTT-3' 

15 pBluescript II{EcoRI '^mBmzi^tz^O)^ 0 0 0^-?/ tube 

UT 6 0 'CT- 3 ^^sji&^-^^io ^mm<om^iiA^(D ta^-^^^o 
( 2 5 /zL f+r) 

ZOmH Tris-HCl pH 8.8 
20 IObM (NH4)2S04 

IObM KC] 

4.m MgSO^ 

IM Betaine 

O.IJS Triton X-lOO 
25 0.5iiM dNTPs 

8U Est DNA JJ^U^^— t? 
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leOOnM FA 
leOOnH RA 
200nM rS 
200nM R3 
5 800nH FL 
SOOnM RL 

^^DNA 6 0 0 0^^/ tube 

rism 7700 (;^-^>x;i/v-tt) ^m^x imm^M^Ltzo mmitmi 5 

- 1 h p450CYP2Cl9 5t1S^{3i5{t-5#^i4£Dtfei*- 
il^i:bT^<&l'rSi^SIE?iJ**655:SDNA§l 0 Of^MfflV^T. ;i/-rr^ 

450CYP2C19 =£6 0 0 0^^{I^;1T. 6 00 0 0 O^S?'^® h h p450CYP2C9 it^s 
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nmitmi 6Jc^tfci:i5f)t*afe5o m^mmy^^'^—^^i' ht-fis cyp2c 

19WT DNA 6 0 0 0^^-^i^mi!i'B^titz<DizMhr. CYP2C9^ CYP2C18igfe^ 

5 -Cite 0 0 0 0 Q^i'r'^mmi±mm^tittt^':>tzo mmiz^^mm-r^^-^- 

-fe')/ h{3:j3V^-C*»s CYP2C19MUT DNA 6 0 0 0^1'-cmmf^!^^ntz(D1,zMLX. 
CYP2C9s CYP2C18 M^^Xit^ 0 0 0 0 0^^-e*)Jilimi^$n^d:A^-p;^co 

rJ;»)Sl^^nfeJM?t (3 5^m) tP^s QIAamp DNA Blood Kit 
15 i^T^l^ )^fflV^TDNA$Witfibfco ittaiUfeDNAtt. 10-14585 t::|B 

ie^ntV^sr^^f v-@2^J4ffll>rt b p450CYP2C19 3i^E^©il ^^*PCR 
tctDiiiULfco mmit. Z-Taq ^ p< ^— ^fflV^T Z-Taq ffl® 7* 

PGR ]gtJS PCR-mP tCct l?l?*f bfcp fl{'^{iJiATt^h:fc l?T*$>?.o 
20 PCRiii^3;uL<fe^M^3NHsp n?3 7°C3B#^m{bU nriSD->i.^ 

;l/ (Anplisize Agarose,BI0-RAD)-efl^i'1ci!}Ufco SYBR-Green 
I (FHC)T'i^feU DNA®/^•>h'®/1^i7->^^i^£H■rSCh^^ctOJll^i^®^ 

^(Dot>. lDllIl^{;:o^^^:^£fe^*^(WT/WT)s ©^Sm^^^xD (WT/MU 
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7 ml (Dikmti'^miii UfeDNAcDl/7000 =£t^^i*: DNA i: bTJP;l;fco 

M^h-aUfco :L<D^ibs *^i*:No.lO(PCR-RFLP<D3^^WT/WT) , ifkmoAi 
(PCR-RFLP (D^m WT/MUT). No.8(PCR-RFLP (D^igm MUT/MUT)^:l•oV^T^^)M 

15 }^^^^^ZtizX■:>Xs d:(D^o^Ji^V^}^7.lzm-:5K\X. ^s^t^y'u^mm 
^nMX' # S h IN 5o 

^mm^-^ - + 
20 n + + 

^e>lliill^nfe^^{3-D|,>T(i. JlSE^J^i^^U CYP2C19jSfeaFT!fe5 
25 'rSi:l.NaSJ5&*J-lH]®JilliSJi&-C-43C:^;lfco ^':>xmmmi^$^%LW^t^ 
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<d)^i ©T'^'T x-- ; c:;ixmi(Dy^'i-^~i.±^0z*^mz^\.^xmid 
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2. ^2f^)r-7-f *Jctt>'^ 1(^)7°^ -fv-^. v>-fn*^® 5'5^iS{ciB 

7 . ^mt^ 1 mm^mx$) h^js i (ciemcd^^^o 
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1 1 . mmumt^ 2 i^momm-^-^ ^mm^ i \,z%m<Di5m. 

1 4. Mlc»:©g^{f)i5J;r5/tfe{±(g)4#^£^'e-Ssi*JSl{c|B«cD;^^o 

(f) ^ icD^v-rr^^ V- ; ccT-^ mi or 

(g) m2®;v-7'r^'YT- ; ccT-m2cD;v-7'r^^ v-ji, ^2©7' 

^'-i' V-©#g^£^!^{Ci5itS^207-^^V-lC^^|£f Sli:^^. M2C7) 
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nmtt^^^y ho 

t?>z,tffiX'^^ ;ty»o^2<3!)7*^'< v-cD5'{|iJtc(d:, c:07*5-f -^-^^ 

iii) mnm^^ommm^^^mmt^a tt^x^h dna u ^ ^-^ 
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1 8. ^K}k<omm^^i5m^mi Q^ztmo^y ho 
m(o y m^m^t ^mnizn TZL-jit ^ c t s^ ly^-om 5 cor 

u7i)nw^m^mm.thz.ti^xn^m&(Dzr^>i^- zz.xm&(Dy^ 
^^-ii^<Dy^i^iz^\.^xp^^mm0mmmmm^mmt^-':^<om 

nm^ms^t^i^&mmzmmmf3:mmmn^m^^%(ox^^. 

mnmmtvx^^^^ntzm^mit. !^&(Dmms ^tzit^(Dm^mizT 
=.-)i^\^xmmm'^^0m}^t^^t^. ^^(Dmm^m^t^i^mint^ 
'i^mLxurz^<Dxtjit^^tzm^\z. ^mm^^mm^n^iit^^Wit 
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d) x^c) x^m^nkmrnmiz^i-f^v^mt. mi^^^mm^z^if 

^mmtt% mmm^m^'ij o xa> 

20 e) mz<Dr'7^^~-^ms^}it^^^^mi(Dm^m^(Dm.mz^^-f:h^ 

2 1. xab) 5t>i^ flM(ci;tt-5^gyt;:*5ttsSi©r^'f x'-5t>JT3i-;ut-<i 
{CctoT^l©7"^'l'v-C># S^^ig!) ^ 1 *M i: t S x^ *^tf ai5l<3i 2 

25 0 \zmm(Di5mo 
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2 2. x^c) mmi^^\f^B2(Dy'^^-^-ifiT--jit-<^mn<D:^' 

So 

1) 11^^8 2 O^3tB«0:&?^s{-*^l^T^ X«c) ® 3**Sgi:e#C!)fif3^ 

mm-^WL^mtn.t ^^hi?x% ^mkif-^) -^\z^y) ^n-^m^tt ^ 

4) xg3) i,zx^x^mi^m^i^^mttj:-^tzy mm^mt^^m^ti^ 
mM&mzT--jv^^xmmm^m0m^t e^^fe^Mtt^M^ 
^^iJcSjE&^ff acihiCcto-Cs ji-rMm^w.^mj^tbX'^m^titzmm 
m^mmLxi^m0mm^3^mt^x.m 
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mm^^^mmti^iLtifir* $ -5 dna jj^ u p< 7— if ic j; •?n^£e^^i:t-«. 

7) xa3) -6) ^m^Mtx.U. ^^V^ 

8) x^7) (Dm^. ^xv^/^tci±j:m7) tmni^rmmmmm^it^ 

-rmm^miz^2<Dr^^^-^T:=.-)\,^^x. mmm^^om^m^ 
1 1) )v-rB^mm\zT=.-)\^-r^y^>(^-^mf^tt^mmm^^]^ 

tii,m&miizT=.-)i-^^xmmm^^(D^f^t u ^^^mmtt^m 
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1 5) xgi 1) - 1 4) ^m^j^tT.m. ^xn 

1 6) xigi 5) ©^tc, ^^xi/^rz^T.mi 5) t^nLxm^M^M 

2 5. Ml3i*;®xgS^$y, mMm2 4iztdm(D:^mo 

1 7) xai2) iz^\.^X^mt^l^m<D^m(DZ'^i^^^^(DmU^ 

IB2 0HIBiB®;5^o 
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SEQUENCE LISTING 

<110> Eiken Chemical Co., Ltd. 

<120> Method for detecting of mutation and/or polymorphism 

<130> E2-A0002P 

<140> 
<141> 

<150> PCT/JP99/06213 

<151> 1999-11-08 

<150> JP 2000-134334 
<151> 2000-04-28 

<160> 15 

<170> Patentin Ver. 2,1 

<210> 1 
<211> 57 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Artificially 
Synthesized Primer Sequence 

<400> 1 

gggaacccat aacaaattac ttaaaaacct gtgttctttt actttctcca aaatatc 57 



<210> 2 
<211> 19 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Artificially 
Synthesized Primer Sequence 

<400> 2 

agggttgttg atgtccatc 19 



<210> 3 
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<211> 65 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Artificially 
Synthesized Primer Sequence 

<400> 3 

cgggaaataa tcaatgatag tgggaaaata tgcttttaat ttaataaatt attgttttct 60 
cttag 65 



<210> 4 
<211> 22 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Artificially 
Synthesized Prinier Sequence 

<400> 4 

ccagagcttg gcatattgta tc 22 



<210> 5 
<2n> 210 
<212> DNA 

<213> Homo sapiens 
<400> 5 

ccagagcttg gcatattgta tctatacctt 
gttttctctt agatatgcaa taattttccc 
aacaaattac ttaaaaacct tgcttttatg 
caccaagaat cgatggacat caacaaccct 



tattaaatgc ttttaattta ataaattatt 60 
actatcattg attatttccc gggaacccat 120 
gaaagtgata ttttggagaa agtaaaagaa 180 

210 



<210> 6 
<211> 46 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Artificially 
Synthesized Primer Sequence 

<400> 6 
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ccgggaaata atcaatgtaa tttaataaat tattgttttc tcttag 46 



<210> 7 
<211> 32 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Artificially 
Synthesized Primer Sequence 

<400> 7 

cgggaaccca taactgttct tttactttct cc 32 



<210> 8 
<211> 42 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Artificially 
Synthesized Pritner Sequence 

<400> 8 

caggaaccca taacaaatta cttagtgttc ttttactttc tc 42 



<210> 9 

<211> 37 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Artificially 
Synthesized Primer Sequence 

<400> 9 

caggaaccca taacaaatgt gttcttttac tttctcc 37 



<210> 10 
<211> 42 
<212> DNA 

<213> Artificial Sequence 



<220> 
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<223> Description of Artificial Sequence: Artificially 
Synthesized Primer Sequence 

<400> 10 

ccgggaaata atctaattta ataaattatt gttttctctt ag 



<210> 11 
<211> 27 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Artificially 
Synthesized Primer Sequence 

<400> 11 

cgggaaccct gttcttttac tttctcc 



<210> 12 
<211> 43 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Artificially 
Synthesized Primer Sequence 

<400> 12 

ctgggaaata atcataattt aataaattat tgttttctct tag 



<210> 13 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Artificially 
Synthesized Primer Sequence 

<400> 13 

caggaaccca tatgttcttt tactttctcc 



<210> 14 
<211> 20 
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<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Artificially 
Synthesized Primer Sequence 

<400> 14 

gatagtggga aaattattgc 20 



<210> 15 

<211> 23 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence -.Artificially 
Synthesized Primer Sequence 



<400> 15 

caaattactt aaaaaccttg ctt 
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